ABSTRACT
(10 µg of protein) were subjected to an EMSA by using a 32 P-end-labeled double-stranded Transfection and luciferase assays-Transient transfection was performed as described previously (30). In brief, HLE cells were plated in 6-well plastic dishes (IWAKI Glass, Funabashi, Japan) to 30%~50% confluency and were washed three times with PBS and medium was replaced with Opti-MEM medium (Life Technologies, Inc., Grand Island, NY). The plasmid mixtures were mixed with 4 µl of Trans-IT lipofection reagent (Life Technologies, Inc.) and added to the culture. After 6 h of incubation, the medium was replaced with fresh medium supplemented with 10% FCS and cells were treated by CDCA for 24 h. After normalization of transfection efficiency by -galactosidase expression, luciferase activity was determined by Lumat LB9501 (Berthold Japan, Tokyo, Japan). 
RESULTS
Production of antigenic RANTES by CDCA-To examine the effect of CDCA on RANTES production in HLE cells, ELISA was performed. Conditioned media were collected from cells treated for 48 h with the indicated concentrations of CDCA. As shown in Fig. 1A , CDCA significantly increased RANTES protein in a dose-dependent manner.
Cell viability was intact in the medium containing all CDCA concentrations (data not shown). Moreover, time course of RANTES production by 100 µM of CDCA for the indicated times was shown in Fig. 1B . After 48 h-culture in the presence of 100 µM of CDCA, the level of RANTES protein in conditioned media was significantly increased when compared with that before CDCA treatment (Fig. 1B) . Next, to test the effect of CDCA on RANTES mRNA expression, semiquantitative RT-PCR analysis was performed.
As shown in Fig. 2 , 100 µM of CDCA time-dependently increased steady-state levels of RANTES mRNA in HLE cells. In another human hepatoma cell line HepG2, we also observed this positive regulatory effect of CDCA on RANTES mRNA expression (data not shown).
DNA-binding activity of NF-B was clearly blocked and supershifted by anti-p65 and p50
antibodies, respectively (Fig. 6 , lanes 8, 9 compared with lane 5). These data suggested that bile acids-induced NF-B consisted of the components of p65 and p50 heterodimers.
DISCUSSION
In the present study, we found that endogenous bile acids induced RANTES expression in cultured human hepatoma cells. Moreover, bile acid-induced RANTES expression might be through its cognate NF-B binding sites in the RANTES promoter. In addition, we have already presented in previous reports that CDCA up-regulated major histocompatibility complex (MHC) class I mRNA on hepatocytes through protein 14. Leuschner, U., Fischer, H., Kurtz, W., Guldutuna, S., Hubner, K., Hellstern, A., Gatzen, 
